Oxidation processes are responsible for reduction of the sensory and nutritional quality of meat and meat products, thus affecting consumer acceptance. The use of sodium nitrite in meat processing is an important factor limiting these changes. Therefore, eliminating this substance from the recipe of meat products to increase their nutritional value is not an easy challenge. The aim of this study was to determine the effect of sodium nitrite reduction on the lipid oxidation (peroxide value, thiobarbituric acid reactive substances), and color parameters (CIE L*a*b*, total heme pigment and heme iron, nitrosylmyoglobin) in cooked meat products during 15 days of vacuum storage. The antioxidant properties of products and isolated peptides (2,2-azino-bis-3-ethylbenzothiazoline-6-sulfonic acid (ABTS•), 2,2-diphenyl-1-picrylhydrazyl (DPPH) radical scavenging activity, ferric-reducing antioxidant power) were also evaluated. Experimental material included four different sample groups of cooked meat products produced with various percentages of sodium nitrite (0, 50, 100, and 150 mg kg −1 ). It was shown that the sodium nitrite dose had no statistically significant effect on lightness (L*) and redness (a*) values, as well as nitrosylmyoglobin content. Along with decreasing the share of sodium nitrite in the samples, the thiobarbituric acid reactive substances (TBARS) value increased from 0.43 mg kg −1 for samples with 150 mg kg −1 at day 0 to 3.14 mg kg −1 for samples without nitrite at day 15. The total ABTS scavenging capacity of the cooked meat samples was in the range 2.48 to 4.31 eqv. mM Trolox per g of product throughout the entire storage period. During storage, the ferric-reducing antioxidant power of samples with nitrite increased from 0.25 to 0.38 eqv. mg/mL ascorbic acid per g of product. In conclusion, reduction of nitrite to the level of 50 mg kg −1 seemed to be comparable with the traditional use of nitrite in meat products in terms of the physicochemical properties and properties related to lipid oxidation, as well as total antioxidant capacity and peptide antioxidant capacity.
Introduction
Meat products are complex food matrices composed of various compounds (protein, lipids, fat-soluble vitamins, minerals, and bioactive compounds), which makes them very susceptible to chemical deterioration, mainly oxidation processes [1] . Oxidative processes reduce the shelf-life of the final product, leading to a loss of nutritional value, due to the degradation of fatty acids and vitamins, and affecting the organoleptic characteristics, e.g., color, texture, smell, and taste [2] . Moreover, lipid oxidation products have deleterious biological effects on the human body and are involved in several human pathologies, including atherosclerosis, cancer, inflammation, and aging processes [3, 4] .
Lipid oxidation in meat and meat products can be triggered by metal ions, either in the form of hemeproteins or in free form, which can donate electrons leading to increased rates of free radical
Proximate Chemical Composition
The collagen, moisture, protein, and fat contents were determined using a Food Scan Lab 78810 (Foss Tecator Co., Ltd., Hillerod, Denmark). Briefly, approximately 200 g of a homogenized sample (each) was distributed in the instrument's round sample dish and loaded into the instrument's sample chamber. Each sample was analyzed three times.
pH Measurements
10 g of a minced sample was homogenized with 50 mL of de-ionized water for 1 min using a homogenizer (IKA T25, IKA ® -Werke GmbH & CO. KG, Staufen, Germany). The pH was measured with a CPC-501 digital pH meter (Elmetron, Zabrze, Poland) equipped with a temperature sensor and pH electrode (ERH-111, Hydroment, Gliwice, Poland) calibrated with buffer solutions (pH 4.0, 7.0, 9.0). All determinations were performed in triplicate.
Water Activity Measurements
Water activity (a w ) was measured at the temperature of 20 • C using a water activity analyzer (Novasina AG, Lachen, Switzerland), which gives temperature controlled measurements. The analyzer had been calibrated with Novasina SAL-T humidity standards (33%, 75%, 84%, and 90% relative humidity). All determinations were performed in triplicate.
Color Measurements
Color measurements were determined on the cross-section just after the product was cut. Hunter L*, a*, and b* values were measured using an X-Rite 8200 colorimeter (X-Rite, Inc., Michigan, USA) calibrated using the black glasses and white tiles provided. Samples were analyzed directly over the 8 mm aperture, with D65 illumination configurations, 10 • viewing angle. Color coordinates were determined using the CIE Lab system. The results were expressed as lightness (L*), redness (a*), and yellowness (b*). Six determinations were carried out for each treatment, avoiding areas that had an excess of fat.
Total Pigments, Heme Iron, and Nitrosylmyoglobin Content
The total pigments, heme iron and nitrosylmyoglobin content were determined according to the procedure proposed by Hornsey [16] with a slight modification according to Karwowska and Dolatowski [17] . The amount of total pigments and heme iron content were calculated according to Lee et al. [18] and expressed in ppm. The amount of nitrosylmyoglobin was calculated by multiplying the absorbance at 540 nm by 290 [16] . All determinations were performed in triplicate.
Analysis of Lipid Oxidation
The extent of lipid oxidation in the product was assessed by measuring the amount of thiobarbituric acid reactive substances (TBA) according to the procedure described by Pikul et al. [19] . The values are expressed as mg of malondialdehyde (MDA) per kilogram of sample. The determinations were made in triplicate.
The peroxide value (POV) was determined based on the method described by Koniecko [20] . POV was calculated by the following equation and expressed as milliequivalent peroxide per kilogram of sample:
where "S" is the volume of titration (mL), "N" is the normality of sodium thiosulfate solution (N = 0.01) and "W" is the sample weight (g).
Total Antioxidant Capacity (TAC)
Extracts for Total Antioxidant Capacity (TAC) measurement were prepared according to method of Korzeniowska et al. [21] . Briefly, 5 g of samples were homogenized on ice with water, after one-hour extraction, the homogenate was centrifuged at 5000× g for 30 min at 4 • C. TAC was measured in obtained extracts using 2-azino-bis-3-ethylbenzothiazoline-6-sulfonic acid (ABTS• + ) radical scavenging activity and ferric-reducing antioxidant power (RP, reducing power). The methodology for determining ABTS• + radical scavenging activity and RP (reducing power) is presented in Section 2.9. All analyses were performed in triplicate.
Antioxidant Properties of Peptides

Extraction of Peptides
Extraction of peptides was performed according to the method of Zhu et al. [22] with slight modifications. Then, 2.5 g of samples were homogenized with 10 mL of 0.01 M HCl for 1 min with cooling on ice using a homogenizer (IKA T25, Staufen, Germany). The homogenate was centrifuged at 5000× g for 30 min at 4 • C, and after filtration through glass wool, 5 mL of supernatant was added to 15 mL of frozen ethanol. The mixture was kept at 4 • C overnight and then centrifuged at 5000× g for 30 min at 4 • C. The supernatant was collected and stored at −20 • C in an evaporator until concentrated. The concentrated extract was dissolved in 0.01 M HCl and filtered through a 0.45 µm nylon membrane filter (AlfaChem, Toruń, Poland) and stored at −20 • C prior to use. Antioxidant activity of peptides was measured using ABTS and DPPH radical scavenging activity, as well as ferric-reducing antioxidant power (reducing power).
2.9.2. ABTS• + (2-Azino-bis-3-ethylbenzothiazoline-6-sulfonic Acid) Radical Scavenging Activity ABTS• + radical scavenging activity was measured using the ABTS radical cation decolorization assay described by Re et al. [23] . The ability of the peptides to scavenge the ABTS• + radicals was evaluated with reference to the Trolox standard curve (0-5 mg 100 mL −1 ). The absorbance at 734 nm was read using a UV-visible spectrophotometer (Nicolet Evolution 300, Thermo Electron Corp., Waltham, MA, USA).
Results were shown as the ability of the extract as well as the peptides to scavenge ABTS radical cations and expressed as Trolox equivalent mM per g of product.
2.9.3. DPPH (2,2-Diphenyl-1-picrylhydrazyl) Radical Scavenging Activity DPPH radical scavenging activity of peptides isolated from products was assessed according to the method described by Zhu et al. [22] . The ability of extracts and peptides to scavenge DPPH free radicals was evaluated with reference to the Trolox standard curve (0-5 mg 100 mL −1 ). The absorbance at 517 nm was measure using a UV-visible spectrophotometer (Nicolet Evolution 300, Thermo Electron Corp., Waltham, MA, USA). The results were shown as the ability of peptides to scavenge DPPH free radicals and expressed as Trolox equivalent mM per g of product.
2.9.4. Ferric-Reducing Antioxidant Power (RP-Reducing Power)
The ability of meat-water extracts, as well as peptides to reduce iron from the Fe 3+ (ferric) oxidation state to the Fe 2+ (ferrous) oxidation state, was determined by the method described by Mora et al. [24] . The results were calculated with reference to the results obtained for the ascorbic acid standard curve (0-0.15 mg 100 mL −1 ). The absorbance at 700 nm was read using a UV-visible spectrophotometer (Nicolet Evolution 300, Thermo Electron Corp., Waltham, MA, USA). The results were shown as the ability of extracts and peptides to reduce iron from the Fe 3+ to the Fe 2+ oxidation state and expressed as equivalent mg ascorbic acid per g of product.
Statistical Analysis
The collected data were analyzed using Statistica version 13.3 software (Dell Inc., Round Rock, TX, USA) and expressed as mean ± standard deviations. Effects between categorical factors (day and variant) and variables between subgroups were analyzed using factorial ANOVA. Homogeneity of variances was checked by Levene's test. Post hoc comparison was specified based on Tukey's test. All differences were significant at p ≤ 0.05. To evaluate and classify the main variables of all samples, principal component analysis (PCA) was applied. The number of principal components was determined based on the percentages of variance explained, Kaiser's criterion, and the Cattell test.
Results and Discussion
The proximate chemical composition of four formulations is shown in Table 1 . As expected, there were no significant differences between samples in terms of moisture, protein, fat, collagen, and salt contents. No significant difference between samples. PP0-without sodium nitrite addition; PP50-with sodium nitrite addition in the amount of 50 mg kg −1 ; PP100-with sodium nitrite addition in the amount of 100 mg kg −1 ; PP150-with sodium nitrite addition in the amount of 150 mg kg −1 . Table 2 shows the statistical significance (p-values) of the main factors and their interactions on the measured parameters. Variant was a significant factor (0.001 < p < 0.01) for all parameters except nitrosylmyoglobin content. Day of storage (0, 5, 10, 15) was a highly significant factor (p < 0.001) for almost all parameters except lightness (L*), yellowness (b*), nitrosylmyoglobin, and pH, where no statistical significance of this factor was observed. TBARS, as well as antioxidant activity (TAC_ABTS, TAC_RP, PEP_ABTS, PEP_RP, PEP_DPPH) of samples, were highly significantly (p < 0.001), determined by day of processing, variant, and interaction between them. Table 3 shows pH and water activity values of produced cooked meat products with varying levels of nitrite. At the beginning of the experiment (day 0), lower pH values were detected for the variants containing nitrite (PP50, PP100, PP150) compared to the uncured variant (PP0). Nitrite concentration did not alter the acidity of the cooked products. Similar results have been achieved by other researchers [25, 26] . The acidity of almost all samples did not change during storage, except for sample PP150. A significantly lower pH was observed in the sample, with the highest concentration of nitrite during storage. During the entire storage period, the samples with sodium nitrite were characterized by lower pH values compared to uncured samples; therefore, they were less susceptible to microbial spoilage [27] . It was also observed that on day 15, the pH of the sample with reduction of sodium nitrite to 50 mg kg −1 did not differ significantly from the sample with the traditional use of nitrite (PP150). Elimination of nitrite (PP0) resulted in a significantly higher pH of the cooked meat product compared to the samples with nitrite.
In terms of water activity, it was observed that sodium nitrite inclusion level and storage time were significant factors. As stated by Honikel [27] , water activity is a microbiological hurdle and may prolong the shelf-life of meat products. At the beginning of the experiment (0, 5 day), no differences were observed for a w between the meat products samples (Table 3) . A decrease in the water activity of tested samples was observed on day 15. A significantly lower water activity was observed in sample PP150 compared to other samples on days 10 and 15. In contrast to our findings, Wójciak et al. [14] observed a gradual increase in the water activity of roasted beef samples with different levels of sodium nitrite. As shown in Table 4 , moderate significant (r > 0.72) correlations were found between water activity and the antioxidant properties of peptides (PEP_ABTS, PEP_RP, PEP_DPPH).
The color of meat products is noted to be an essential parameter and considered a key purchase criterion by consumers [28] . It depends on a combination of different factors, including fat and moisture content; however, the most important is the chemical form and concentration of myoglobin. Hunter L*a*b* values, total heme pigment, heme iron, and nitrosylmyoglobin of meat products samples are shown in Tables 5 and 6 . It can be seen that sodium nitrite dose had no statistically significant effect on lightness (L*) and redness (a*) values or on nitrosylmyoglobin content. Similarly, the results presented by Wójciak et al. [14] showed no effect from inclusion of different amounts of sodium nitrite on the redness of roasted beef. As shown in Table 5 , the nitrite level had statistically significant effects on the total heme pigments and heme iron content. Initial values of total pigments and heme iron content on day 0 demonstrate that the PP50 sample was comparable with PP150. In contrast, at the end of experiment PP0 (uncured) showed significantly higher total pigments and heme iron content than those observed for PP150. Different results were obtained by Wójciak et al. [14] , who showed that cured samples were characterized by the highest total pigment and heme iron content. 15 5.88 ± 0.05 a 5.70 ± 0.09 de 5.71 ± 0.02 de 5.63 ± 0.05 ef PP0-without sodium nitrite addition; PP50-with sodium nitrite addition in the amount of 50 mg kg −1 ; PP100-with sodium nitrite addition in the amount of 100 mg kg −1 ; PP150-with sodium nitrite addition in the amount of 150 mg kg −1 . Means with different lowercase letters (a-f) differ significantly (p < 0.05). Correlations higher than 0.500 and lower than −0.500 have been marked in red.
Antioxidants 2020, 9, 9 9 of 15 PP0-without sodium nitrite addition; PP50-with sodium nitrite addition in the amount of 50 mg kg −1 ; PP100-with sodium nitrite addition in the amount of 100 mg kg −1 ; PP150-with sodium nitrite addition in the amount of 150 mg kg −1 . Means with different lowercase letters (a-f) differ significantly (p < 0.05).
Lipid oxidation of cooked meat products with various doses of nitrite was monitored by measuring peroxide values (this measures the formation of peroxide or hydroperoxide groups that are the primary products of lipid oxidation) and TBA-reactive substances as markers for secondary products of lipid oxidation ( Table 7) . On day 0 (after production), POV values of cooked meat products were not significantly different between samples and amounted to 0.31 meq O 2 kg −1 while in relation to TBARS values significant differences between samples were noted. As expected, the lowest content of secondary fat oxidation products reacting with thiobarbituric acid, both on day 0 and throughout the entire storage period, was characterized by the sample with the highest content of sodium nitrite (PP150). Along with a decrease in the share of sodium nitrite in the samples, the TBARS value increased. Antioxidant properties and mechanisms of sodium nitrite interaction are widely described in the literature [9, 26] . Moawad et al. [26] also stated that, as the concentrations of nitrite increased in the formula, the TBARS of raw-cured sausages decreased. The main mechanism of nitrite antioxidant activity is related with nitric oxide, which can trigger lipid oxidation by chelating free radicals. Nitric oxide reacts with other radicals (hydroxyl radical, alkoxy radicals, and peroxyl radicals) interrupting radical chain reactions. NO can also bind to transitional metals, and this aspect is very important because the binding to ferrous heme complex decreases its probability of producing hydroxyl radicals in the Fenton reaction. As stated by Honikel [27] , nitrite acts against lipid oxidation mainly due to oxygen deletion. The nitric oxide, formed from nitrite, can be oxidized to form NO 2 , causing oxygen sequestering. In such conditions, the oxidation of meat lipids is inhibited. Our data showed that nitrite reduction to 100 mg kg −1 did not change the TBARS value compared to the sample with the traditional use of nitrite (PP150). The reduction of sodium nitrite to 50 mg kg −1 caused an increase in TBARS by 0.9 mg kg −1 compared to the PP150 sample on days 15, however, it was 0.7 mg kg −1 lower compared to the sample without nitrite (PP0). These results confirmed the findings of Wójciak et al. [11] , who reported that nitrite reduction to 100 mg kg −1 in minced roasted beef would be sufficient for maintaining oxidative stability. Sebranek and Bacus [28] reported that nitrite is effective at relatively low concentration. 0.13 ± 0.01 ef 0.13 ± 0.01 ef 0.10 ± 0.01 ef 0.14 ± 0.01 def PP0-without sodium nitrite addition; PP50-with sodium nitrite addition in the amount of 50 mg kg −1 ; PP100-with sodium nitrite addition in the amount of 100 mg kg −1 ; PP150-with sodium nitrite addition in the amount of 150 mg kg −1 . Means with different lowercase letters (a-i) differ significantly (p < 0.05). Table 4 , moderate significant (r > 0.53) correlations were found between water activity and POV and with TBARS (inverse). Lipid peroxides measured by POV are the primary products of oxidation and that is why an increase in hydroperoxides is often observed during the early stages of oxidation. These compounds are unstable, and as a result of decomposition, their content decreases in more advanced stages of oxidation [29] . In the present study, POV reduction and an increase in TBARS with storage time was observed.
As shown in
Due to the multifunctional character of antioxidants present in meat and meat products, three radical scavenging capacity assays were applied to investigate heterogeneous samples since each assay involves different chemical mechanisms and may reflect different aspects of their antioxidant properties. Scavenging of DPPH radical allows evaluation of the hydrogen-donating potency of antioxidative compounds; the ABTS radical determines the single electron-transfer capabilities, while the ferric-reducing antioxidant power assay is an important indicator to estimate the antioxidant potential based on the chelating capacity of ferrous ion (Fe 3+ to Fe 2+ ) [30, 31] . TAC (total antioxidant capacity) of the samples determined by the ABTS and ferric-reducing antioxidant power are presented in Table 8 . The total ABTS scavenging capacity of the cooked meat samples was in the range 2.48 ± 0.17 eqv. mM Trolox per g of product to 4.31 ± 0.31 eqv. mM Trolox per g of product throughout the entire storage period. Comparing the ABTS and RP results of the meat products samples with and without nitrite, no significant differences were observed between samples at day 0. During storage, the ferric-reducing antioxidant power of samples with nitrite increased. The highest RP was observed in the case of sample PP150 after 10 days of storage. At the end of experiment (days 15), cooked meat product with 50 mg kg −1 addition of nitrite was characterized by a similar TAC (ABTS, RP) compared to the sample with the traditional use of nitrite (PP150). The observed effect of nitrite on TAC could be associated with the ability of nitrite to bind heme and non-heme iron [31] . 0.29 ± 0.00 f 0.33 ± 0.01 cde 0.37 ± 0.00 a 0.32 ± 0.02 e PP0-without sodium nitrite addition; PP50-with sodium nitrite addition in the amount of 50 mg kg −1 ; PP100-with sodium nitrite addition in the amount of 100 mg kg −1 ; PP150-with sodium nitrite addition in the amount of 150 mg kg −1 . Means with different lowercase letters (a-h) differ significantly (p < 0.05).
Different components are responsible for this TAC. It has been noted that proteins and peptides exert an important antioxidant action in meats and meat products due to their ability to scavenge free radicals and chelate prooxidative metals [32] . Compounds that result from protein degradation may be responsible for the antioxidant properties of meat products. The degradation of muscle proteins during the manufacturing process and storage results in the formation of small peptides. The consequences of the antioxidant properties of the peptides isolated from experimental cooked meat products highlight significant differences between the samples (Table 9 ). At the beginning of the experiment, antioxidant activity against the ABTS• radical with the various doses of nitrite was not significantly different between the samples. However, a decrease in this capacity was observed during chilling storage. Similar relationships were observed when antioxidant activity was determined by DPPH radical scavenging activity and ferric-reducing antioxidant power. On day 15, cooked meat product samples with sodium nitrite in the amounts of 100 and 150 mg kg −1 (PP100, PP150) were characterized by significantly higher antioxidant activity against the ABTS• radical compared to the sample without sodium nitrite (PP0), while no statistically significant differences in DPPH were found between samples on this storage day. In terms of ferric-reducing antioxidant power at the end of storage (day 15), the highest RP among the samples was characterized by the PP100 variant. However, reduction of nitrite to 50 mg kg −1 allowed for obtaining the same RP value compared to the sample with sodium nitrite addition in the amount of 150 mg kg −1 . This confirms that antioxidant properties of nitrite is associated with the ability of nitrite to bind heme and non-heme iron. Despite the antioxidant properties of nitrite, no clear increase in activity was observed with increasing nitrite content in the samples. Wójciak et al. [14] obtained similar results for uncured roast beef. They suggested that specific protein breakdown products are involved in the action against free radicals in meat. As presented by Sarmadi et. al. [33] , the antioxidant potential of peptides is related to their metal ion chelation, lipid peroxidation inhibition, and radical scavenging properties. It has also been indicated that the structure of peptides with its amino acid sequence can influence their antioxidative potential [33] . The statistical analysis carried out in this study showed a positive correlation between PEP_DPPH and PEP_ABTS as well as between PEP_DPPH and PEP_RP ( Table 9 ). Antioxidant peptides obtained from animal sources can exert not only nutritional value, but also bioavailability to benefit human health [34] . To provide a partial visualization of collected data dependences, PCA was performed. According to the results of total variance analyses, using the test proposed by Cattell and Kaiser's criterion, the number of principal components was established (data not shown). The first three principal components explained 62.86% of the cumulative variance. The variables that most correlated to PC1 included TAC_RP, all antioxidant activity assays (ABTS + , DPPH, RP) for peptides, primary (POV) and secondary products of lipid peroxidation, as well as water activity. In contrast to the other variables, only TBARS, TAC_RP, L*, and a* were positively correlated to PC1 (Figure 1) .
The highest correlations between variables allocated to the first component were observed between a w and PEP_DPPH (correlation coefficient 0.86), PEP_RP (correlation coefficient 0.75), as well as PEP_ABTS (correlation coefficient 0.72) (Figure 1 ). In addition, PEP_ABTS is highly correlated with PEP_DPPH (correlation coefficient 0.77) and POV (correlation coefficient 0.75). The second principal component (explaining 22.66% of cumulative variance) included total pigments content, heme iron content, TAC_ABTS, and PEP_RP. Changes in TAC_ABTS were positively correlated with changes in TP and HI (correlation coefficient 0.57). There were no observed correlations between POV and other variables allocated to PC2. Other variables such as color coordinates (L*, a*, b*) and pH were most correlated with PC3. Nevertheless, no significant correlation between these parameters was observed (Table 10) .
To provide a partial visualization of collected data dependences, PCA was performed. According to the results of total variance analyses, using the test proposed by Cattell and Kaiser's criterion, the number of principal components was established (data not shown). The first three principal components explained 62.86% of the cumulative variance. The variables that most correlated to PC1 included TAC_RP, all antioxidant activity assays (ABTS + , DPPH, RP) for peptides, primary (POV) and secondary products of lipid peroxidation, as well as water activity. In contrast to the other variables, only TBARS, TAC_RP, L*, and a* were positively correlated to PC1 (Figure 1 ). Correlations in bold are higher than 0.500 and lower than −0.500. L*, a*, b*-color coordinates, N-nitrosylhemochrom content, TP-total pigments content, HI-heme iron content, TAC_ABTS-ABTS• + radical scavenging activity of meat-water extract, TAC_RP-reducing power on meat-water extract, PEP_ABTS-ABTS *+ radical scavenging activity of extracted peptides, PEP_DPPH-DPPH radical scavenging activity of extracted peptides; PEP_RP-reducing power of extracted peptides.
Conclusions
The reduction of nitrite in meat processing is beneficial to the health of the consumer; however, it is associated with many difficulties that result from the multidirectional impact of this additive in the meat product system. The results of the present study indicate that there is a possibility of nitrite reduction in cooked meat products. Reduction of nitrite to the level of 50 mg kg −1 seems to be comparable with the traditional use of nitrite in meat products (150 mg kg −1 ) in terms of the physicochemical properties and properties related to lipid oxidation. Moreover, meat products with 50 mg kg −1 addition of nitrite are characterized by a similar TAC, as well as peptide antioxidant capacity. Further research is needed to determine the effect of nitrite reduction using a combination of potential alternative compounds.
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